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Rgure 1. Plasma clearance in high LeY expressing dogs chimeric versus constant region mutant of 
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6. 1 - Hinge + CH3 domains amplified by PCR from L6 
construct lacking the CH2 domain . 
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(CONTINUED) 



1- Introduction of mutations by site-directed 

mutagenesis on double-stranded plasmid DNA. 

A- Mutations introduced into synthetic oligonucleotides 
used for the PCR amplification of CH2 domain. 



*— e 3 % Olig0 

3^. . ,» fTOUgo 



^ PCR Fragment 

B- Plasmid DNA linearized inside CH2 domain and co- 
transformed with PCR fragment into competent DHSa . 




C- Cloning mediated by homologous recombination yields 
transformants harbouring recombinant plasmids . 
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Figure 14 
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Figure 14 
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Comparison of whole chiBR96 and 
deleted CH2 chiBR96 on Ley/K EL1SA 
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Figure 15 



hBR96-2B: L235 to A235 and G237 to A237 

hBR96-2C: E318 to S3 18, K320 to S320, and K322 to S322 

WBR96-2D: P331 to A331 

J? 6 " 2 JF : L235 to A235 « G237 t0 A237 » E318 to S3 18, K320 to S320, and 

K322 to S322 

hBR96-2F: L235 to A235, G237 to A237, and P33 1 to A33 1 

hBR96-2G: E318 to S3 18, K320 to S320, K322 to S322, and P331 to A331 

M3R96-2H: L235 to A235, G237 to A237, E318 to S318, K320 to S320, K322 to 
S322, and P331 to A331 



Figure 16 



FIGURE 18A 



«3. 

war 



3 

P * » 

SJI a 



5 feF 

! * 
n 



SI 



1 


GGTACCAATT 


TAAATTGATA 


TCTCCTTAGG 


TCTCGAGTCT 


CTAGATAACC 


51 


GGTCAATCGA 


TTGGAATTCT 


TGCGGCCGCT 


TGCTAGCCAC 


CATGGAGTTG 


' 101 


TGGTTAAGCT 


TGGTCTTCCT 


TGTCCTTGTT 


TTAAAAGGTG 


TCCAGTGTGA 


151 


AGTGCAACTG 


GTGGAGTCTG 


' GGGGAGGCTT 


AGTGCAGCCT 


GGAGGGTCCC 


201 


TGCGACTTTG 


CTGTGCTGCA 


TCTGGATTCC 


CGTTCAGTGA 


CTATTACATG 


251 


TATTGGGTTC 


GCCAGGCTCC 


AGGCAAGGGA 


CTGGAGTGGG 


TCTCATACAT 


301 


TAGTCAAGAT 


GGTGATATAA 


CCGACTATGC 


AGACTCCGTA 


AAGGGTCGAT 


351 


TCACCATCTC 


CAGAGACAAT 


GCAAAGAACA 


GCCTGTACCT 


GCAAATGAAC 


401 


AGCCTGAGGG 


ACGAGGACAC 


AGCCGTGTAT 


TACTGTGCAA 


GAGGCCTGGC 


451 


GGACGGGGCC 


TGGTTTGCTT 


ACTGGGGCCA 


AGGGACTCTG 


GTCACGGTCT 


501 


CTTCCGCTAG 


CACCAAGGGC 


CCATCGGTCT 


TCCCCCTGGC 


ACCCTCCTCC 


551 


AAGAGCACCT 


CTGGGGGCAC 


AGCGGCCCTG 


GGCTGCCTGG 


T CAAGG ACT A 


601 


CTTCCCCGAA 


CCGGTGACGG 


TGTCGTGGAA 


CTCAGGCGCC 


CTGACCAGCG 


651 


GGGTGCACAC 


CTTCCCGGCT 


GTCCTACAGT 


CCTCAGGACT 


CTACTCCCTC 


701 


AGCAGCGTGG 


TCACCGTGCC 


CTCCAGCAGC 


TTGGGCACCC 


AGACCTACAT 


751 


CTGCAACGTG 


AATCACAAGC 


CCAGCAACAC 


CAAGGTGGAC 


AAGAAAGTTG 


801 


GTGAGAGGCC 


AGCACAGGGA 


GGGAGGGTGT 


CTGCTGGAAG 


CCAGGCTCAG 


851 


CGCTCCTGCC 


TGGACGCATC 


CCGGCTATGC 


AGCCCCAGTC 


CAGGGCAGCA 


901 


AGGCAGGCCC 


CGTCTGCCTC 


TTCACCCGGA 


GGCCTCTGCC 


CGCCCCACTC 


951 


ATGCTCAGGG 


AGAGGGTCTT 


CTGGCTTTTT 


CCCCAGGCTC 


TGGGCAGGCA 


1001 


CAGGCTAGGT 


GCCCCTAACC 


CAGGCCCTGC 


ACACAAAGGG 


GCAGGTGCTG 


1051 


GGCTCAGACC 


TGCCAAGAGC 


CATATCCGGG 


AGGACCCTGC 


CCCTGACCTA 


1101 


AGCCCACCCC 


AAAGGCCAAA 


CTCTCCACTC 


CCTCAGCTCG 


GACACCTTCT 


1151 


CTCCTCCCAG 


ATTCCAGTAA 


CTCCCAATCT 


TCTCTCTGCA 


GAGCCCAAAT 


1201 


CTTGTGACAA 


AACTCACACA 


TGCCCACCGT 


GCCCAGGTAA 


GCCAGCCCAG 


1251 


GCCTCGCCCT 


CCAGCTCAAG 


GCGGGACAGG 


TGCCCTAGAG 


TAGCCTGCAT 


1301 


CCAGGGACAG 


GCCCCAGCCG 


GGTGCTGACA 


t 

CGTCCACCTC 


CATCTCTTCC 



A5i l3t 

13 51 TCAGCACCTG AACTC CTSfe G G^GAjpCGTCA GTCTTCCTCT TCCCCCCAAA 



•oar 



14 01 ACCCAAGGAC ACCCTCATGA TCTCCCGGAC CCCTGAGGTC ACATGCGTGG 

14 51 TGGTGGACGT GAGCCACGAA GACCCTGAGG TCAAGTTCAA CTGGTACGTG 
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1601 GGCTGAATGG CAAGGAGfrAC KKStGCKXSg TCTCCAACAA AGCCCTCCCA 
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16 51 GG dCCQA TCG AGAAAACCAT CTCCAAAGCC AAAGGTGGGA- CCCGTGGGGT 

17 01 GCGAGGGCCA CATGGACAGA GGCCGGCTCG GCCCACCCTC TGCCCTGAGA 

17 51 GTGACCGCTG TACCAACCTC TGTCCCTACA GGGCAGCCCC GAGAACCACA 

18 01 GGTGTACACC CTGCCCCCAT CCCGGGATGA GCTGACCAAG AACCAGGTCA 
□ 18 51 GCCTGACCTG CCTGGTCAAA GGCTTCTATC CCAGCGACAT CGCCGTGGAG 

00 

J3 1901 TGGGAGAGCA ATGGGCAGCC GGAGAACAAC TACAAGACCA CGCCTCCCGT 

1951 GCTGGACTCC GACGGCTCCT TCTTCCTCTA CAGCAAGCTC ACCGTGGACA 

2001 AG AG C AGGT G GCAGCAGGGG AACGTCTTCT CATGCTCCGT GATGCATGAG 
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y 2051 GCTCTGCACA ACCACTACAC GCAGAAGAGC CTCTCCCTGT CTCCGGGTAA 



m 2101 ATGAGTGCGA CGGCCGGCAA GCCCCCGCTC CCCGGGCT.CT CGCGGTCGCA 



2151 CGAGGATGCT TGGCACGTAC CCCCTGTACA TACTTCCCGG GCGCCCAGCA 

ri 

22 01 TGGAAATAAA GCACCCAGCG CTGCCCTGGG CCCCTGCGAG ACTGTGATGG 

* r*s 

Sj 22 51 TTCTTTCCAC GGGTCAGGCC .GAGTCTGAGG CCTGAGTGGC ATGAGGGAGG 

23 01 CAGAGCGGGT CCCACTGTCC CCACACTGGC CCAGGCTGTG CAGGTGTGCC 

■ 

23 51 TGGGCCCCCT AGGGTGGGGC TCAGCCAGGG GCTGCCCTCG GCAGGGTGGG 

24 01 GGATTTGCCA GCGTGGCCCT CCCTCCAGCA GCACCTGCCC TGGGCTGGGC 

24 51 CACGGGAAGC CCTAGGAGCC CCTGGGGACA G AC AC AC AG C CCCTGCCTCT 
2501 GTAGGAGACT GTCCTGTTCT GTGAGCGCCC CTGTCCTCCC GACCTCCATG 
2 551 CCCACTCGGG GGCATGCCTA GTCCATGTGC GTAGGGACAG GCCCTCCCTC 
2601 ACCCATCTAC CCCCACGGCA CTAACCCCTG GCTGCCCTGC CCAGCCTCGC 

25 51 ACCCGCATGG GGACACAACC GACTCCGGGG ACATGCACTC TCGGGCCCTG 
2 701 TGGAGGGACT GGTGCAGATG CCCACACACA CACTCAGCCC AGACCCGTTC 
2751 AACAAACCCC GCACTGAGGT TGGCCGGCCA CACGGCCACC ACACACACAC 
2801 GTGCACGCCT CACACACGGA GCCTCACCCG GGCGAACTGC ACAGCACCCA 
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FIGURE 20 



Complement Dependent Cytotoxicity 
20000-1 —i 




Concentration IgG Qig/ml) 



FIGURE 21 
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Antibody Dependent Cell-Mediated Cytotoxicity 
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hBR96b Heavy Chain Variable Region (Vh) 



EVQLVESGGG LVQPGGSLRL SCAASGFPFS DYYMYWVRQA^GKGLEWVSY 

ISQDGDITDY ^ADSVKGRFTI SRDNAKNSLY LQMNSLRDED TAVYYCARGL 

101 III 
ADGAWFAYWG QGTUYTVSS 



If 



STKGPSVFPL APSSKSTSGG TAALGCLVKD 
YFPEPVTVSW NSGALTSGVH TFPAVLQSSG LYSLSSWTV PSSSLGTQTY 
ICNVNHKPSN TKVDKKVEPK SCDKTHTCPP CP^ljiJrV* SVFLFPPKPK 



DTLMISRTPE VTCVWDVSH EDPEVKFNWY VDGVEVHNAK TKPREEOVNS 
TYRWSVLTV LHQDWLNGK© Y@C($/SNKAL P^§[EKTISK AkBqp^EPQV 
YTLPPSRDEL TKNQVSLTCL VKGFYPSDIA VEWESNGQPE NNYKTTPPVL 
DSDGSFFLYS KLTVDKSRWQ QGNVPSCSVM HEALHNHYTQ KSLSLSPGK 



hBR96-2A: Heavy Chain Variable Region (Vh) 



1 11 21 31 41 

EVQLVESGGG LVQPGGSLRL SCAASGFPFS DYYMYWVRQA PGKGLEWVSY 

51 61 71 81 91 

ISQDGDITDY ADSVKGRFTt SRDNAKNSLY LQMNSLRDED TAVYYCARGL 

101 111 
ADGAWFAYWG QGTLVTVSS 



hBR96-2A: Human Heavy Chain IgGl Constant Region ACH2 



A STKGPSVFPL APSSKSTSGC JAALGCLVKD YFPEPVTVSW NSGALTSGVH 

t 

TFPAVLQSSG LYSLSSWTV PSSSLGTQTY ICNVNHKPSN TKVDKKVEPK 
SCDKTHTCPP CP GQPREPQV YTLPPSRDEL TKNQVSLTCL VKGFYPSDIA 
VEWESNGQPE NNYKTTPPVL DSDGSFFLYS KLTVDKSRWQ QGNVFSCSVM 
HEALHNHYTQ KSLSLSPGK 



1 



*4 



In 

m 



This sequence is the [_chi BR96 IgGl with CH2 de leted. 

VH 

1 EVNLVESGGG LVQPGGSLKV SCVTSGFTFS DYYMYWVRQT PEKRLEWVAY 
51 ISQGGDITDY PDTVKGRFTI SRDNAKNTLY LQMSRLKSED TAMYYCARGL 
101 DDGAWFAYWG QGTLVTVSMA^S^GPSVFPL APSSKSTSGG TAALGCLVKD 



151 YFPEPVTVSW NSGALTSGVH TFPAVLQSSG LYSLSSWTV PSSSLGTQTY 



201 ICNVNHKPSN TKVDKKVEPK SCDKTHTCPP CeJgQPREPQV YTLPPSRDEL 
2 51 TKNQVSLTCL VKGFYPSDIA VEWESNGQPE NNYKTTPPVL DSDGSFFLYS 
301 KLTVDKSRWQ QGNVFSCSVM HEALHNHYTQ KSLSLSPGK 



